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Cytotoxicity and apoptosis оп C6/36 cell produced by рірегіпе 

WANG Yu-Fang] ZHUGE Hong-Xiang П ZHOU Xia[] HUANG  Li-Hong[] Medical College of Suzhou 
University[] Suzhou[] Jiangsu 2150000 Стар 

Abstract(] We observed cytotoxicity[] apoptosis[] the expression of Fas protein[] growth state and recovery of 
damaged cells produced by botanical insecticide piperine оп C6/36 cell strain of Aedes albopictus using МТТО 
Annexin- V/PI double staining and inverted microscope observation. The results indicated that piperine caused 
the morphological change in the treated cells at the concentration of above 0.035 mmol/L. The cells showed 
pantomorphia under the inverted microscope. They became swollen or shrunk[] and the space between cells was 
widened. A large number of cells assembled into conglobations[] and then ablated[] disaggregated and died. 
The IC of C6/36 cell 24 hours after treatment by piperine was 0.32 mmol/L. Могеоуе the cytotoxicity 
increased with the raising of concentration of piperine. The results of Annexin-V/PI double staining showed 
that the apoptosis was apparent in treatments of the piperine concentration above 0.28 mmol/T[] while the rate 
of apoptosis was 19.4% in the treatement of the piperine concentration of 0.56 mmol/L. The expression of Fas 
protein increased in the treatments of the piperine concentration above 0.28 mmol/L but not apparently[] and 
the total death rate was 72.796 . Treated with high concentration of piperiné] 0.56 mmol/L[] for 24 hours and 
48 hours respectively[] following a period of growth retardation[] the cells of 24-hour-group could recover slowly 
while the 48-hour-group showed inconvertibility. The results suggest that there is time dependence of the effect 
on С6/36 by piperine. Apoptosis[] however[] is not the main mechanism. The cytotoxicity would be increased 
with the treating time prolonged. 
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Table 1 Cytotoxic effects of piperine of different 
concentrations on C6/36 cell line 
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Table 2 The expression rate of Fas protein 
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Fig.1 Effect of piperine of different concentrations оп С6/36 cell under the inverted microscope 
ADO О Control] BO 0.035 mmol/H[] CO 0.07 mmol/I[] 000.14 mmol/I[] E[] 0.28 mmol/I[] FO 0.56 mmol/I[][] 0 Scale bar = 50 ит 
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Table 3 The regeneration of C6/36 cell after treatment with piperiné] 0.56 mmol/L|] 
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24 10.10 + 0.09 3.99 = 0.15 3.24 +0.18 3.66 = 0.19 4.68 x 0.18 
48 = 1.99 « 0.16* 1.01 s 17 0.00 + 0.00“ 


0 Note[1U] E] E] D] D] D] D] D]. +000 Data are mean + SEON 2 30 * [] P « 0.05[] *«[] P «0.01. 
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(Е1ДА] O.LMD : FL1 LogFL3 Log - ADC (Е2А] 1.LMD : FL1 Log/FL3 Log - ADC 

















а 
T күт П ктп] Т калат 1 гип] D ги D borra 
101 10° 10% 101 102 10% 
Annexin V-FITC Annexin V-FITC 
(F3MA] 2.LMD : FL1 LogFL3 Log - ADC (FAMAJ3.LMD : FL1 LogFL3 Log - ADC 
102 = 
10?— 
== [am 101 = 
а. = 
10° — 
! Li Ели ка nm] 1 
10? 10 102 10? 
Annexin V-FITC Annexin V-FITC 
(Е5)[А] 4.LMD : FL1 Log/FL3 Log - ADC 
105—, 
10? E 
E 101— 





ттт] T Toron T кы 


Ї Ї 
10° 101 10° 10 
Annexin V-FITC 


[] 2 Annexin-V/PIOQ O0 0O0000O0O0O cesed 000000 
Fig. 2 Annexin-V and PI staining assay detected anoikis of piperine оп C6/36 cell line 
А00 0 Control[] ВО 0.07 mmol/LO CO 0.14 mmol/ LO DO 0.28 mmol/I[] ЕП 0.56 mmol/L. O O O О O Annexin-V/PE D] O О О 0 The cell 
distribution was analyzed using Annexin-V binding and PI uptake. [] [] O O [] O0 0 The results were expressed as dot plots. [] O O O Left low 
quadrant) [] O O Living celld] Annexin У /PI- [TID 0 0 0 Right low иаа О O /0 UU O 0 0 Early/primary apoptotic cell$] Annexin 
V* JPI 09100 0 Left upper заа O O /0 O O O O O Late/secondary apoptotic celld] Annexin V* /PI* [T] [] O O O Right upper 
афа 0 [] O O Necrotic се) Annexin V^ /PI* D. 
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